. Additional characterization of cells deficient in LD biogenesis. (A) wt, ΔLD, and Δatg7 cells expressing a plasmid-encoded cytRosella (pHluorin-mCherry) were grown to log phase, starved or treated with rapamycin, and imaged by fluorescence microscopy after 6 h. Red fluorescent signal in vacuoles indicates autophagy flux. Bar, 5 µm. (B) Atg13 phosphorylation during starvation or rapamycin treatment by whole-cell extraction and Western blot analysis using an α-Atg13 antibody. (C) Fluorescence microscopy images of the data shown in (A) wt and ΔLD cells were treated with rapamycin for 6 h, and PLs were analyzed by mass spectrometry as described in the Materials and methods. Relative (rel.) distribution of PC, PE, PI, PS, PA, and PG is shown as means ± SD (n = 3). (B) Survival of indicated strains during starvation ± inositol (2 mg/l). (C) wt, ΔLD, Δatg7, Δopi1, and Δopi1ΔLD cells were starved ± inositol (2 mg/l) for 6 h, and PLs were analyzed as in A. (D) Autophagy flux in wt, ΔLD, Δopi1, and Δopi1ΔLD cells starved (starv.) in the presence of cerulenin (10 µg/ml). Data are means ± SDs (n = 4). (E) Survival of indicated strains during starvation ± cerulenin (10 µg/ml) in inositol-free media. (F) Model for LD-mediated ER homeostasis required for autophagy and cell survival during nutrient stress. t test in A, C, and D: *, P < 0.05; **, P < 0.01; ***, P < 0.001. Table S1 . S. cerevisiae strains used in this study Name Genotype
